Two new metabolites, 4R*-hydroxy-3,5R*-dimethoxycyclohex-2-enone (1) and 2-hydroxy-N-(2-hydroxyphenyl)propionamide (2), were isolated from solid cultures of the phytopathogen Peronophythora litchii, along with 4-hydroxybenzyl alcohol (3) and methyl D-indole-3-lactate (4). Their structures were elucidated on the basis of spectroscopic and spectrometric data. These metabolites were not toxic to brine shrimps (LC 50 > 500 µg/mL).
Peronophythora litchii is a phytopathogenic fungus causing downy blight, a major disease of lychee (Litchi chinensis Sonn.) in China. The pathogen attacks twigs, panicles, and fruits, causing twig withering, panicle shattering, fruit downfall and rot. Crop losses due to this disease become extensive [1] . Furthermore, contamination of lychee fruits with mycotoxins possibly produced by this fungus is a great concern. In order to clarify food safety hazards associated with this fungus, we investigated its secondary metabolites and obtained four compounds, including two new ones (1 and 2). We herein report the isolation and structure elucidation of these compounds.
Mycelia of P. litchii were grown on solid cultures at 28°C in the dark for 29 days. The ethanol extract of the mycelial cultures was fractionated sequentially with light petroleum, EtOAc, and n-BuOH, respectively. By repeated column chromatography and HPLC, compounds 1−3 were obtained from the EtOAc-soluble fraction, and compound 4 was yielded from the n-BuOH-soluble fraction.
Compound 1 was deduced to have a molecular formula of C 8 H 12 O 4 from its HRESIMS ion peak at m/z 195.0629 [M + Na] + and NMR data. The IR absorption bands at 3280 and 1656 cm -1 suggested the presence of hydroxy and α,β-unsaturated ketone carbonyl groups. -5) . The 13 C NMR spectrum (Experimental), assigned on the basis of the 13 C-1 H COSY spectrum, displayed signals for a ketone carbonyl group at δ 199.5 (C-1), an oxygenated olefinic quaternary carbon at δ 178.3 (C-3), an olefinic methine at δ 103.1 (C-2), two oxygenated methines at δ 78.3 (C-5) and 68.1 (C-4), a methylene at δ 39.2 (C-6), and two methoxy groups at δ 57.1 (OMe-3) and 57.0 (OMe-5). Analysis of the 1 H-1 H COSY and HMBC spectra readily derived a planar structure of 4-hydroxy-3,5-dimethoxycyclohex-2-enone [2] . The presence of a W-type long range correlation between H-4 and H-6α in the 1 H-1 H COSY spectrum, as well as the proton coupling constants, 3 J 4,5 = 3.3 Hz, 3 J 5,6α = 4.2 Hz, and 3 J 5,6β = 9.1 Hz, indicated an envelope conformation of the cyclohexenone ring, in which OH-4 was pseudoaxial and OMe-5 was equatorial. Therefore, compound 1 was concluded to be 4R*-hydroxy-3,5R*dimethoxycyclohex-2-enone.
The molecular formula of compound 2 was deduced as C 9 H 11 NO 3 from its HRESIMS ion peak at m/z 204.0638 [M + Na] + and NMR data. The IR spectrum showed absorption bands at 3363, 1660, 1600, 1538, 1455 cm -1 , indicating the presence of hydroxyl, amide, and phenyl groups. In the HMBC spectrum, correlations were observed from the amide proton to C-1, C-1', C-2', and C-6', and from H-2 to C-1 and C-3, indicating the presence of a 2-hydroxypropionamide moiety, which was attached to C-1' of the benzene ring via a NH linkage [3] . Thus, compound 2 was determined as 2-hydroxy-N-(2hydroxyphenyl)propionamide.
The known compounds, 4-hydroxybenzyl alcohol (3) [4] and methyl D-indole-3-lactate (4) [5] , were identified by interpretation of their spectroscopic and spectrometric data ( 1 H and 13 C NMR, ESIMS, and [α] D ), as well as by comparison of their data with those reported in the literatures.
In order to clarify whether these metabolites were hazardous, compounds 1-4 were subjected to the brine shrimp lethality test [6, 7] , in which they were not toxic to brine shrimps, with lethal concentrations for 50% mortality (LC 50 ) > 500 µg/mL. 
Brine shrimp bioassay:
The bioassay was carried out according, essentially, to published procedures [6, 7] . A half spoon of brine shrimp eggs (Aquatic Lifeline, Inc., Utah, USA) was hatched in a container filled with airbubbled sea water. After 48 h, the phototropic shrimps were collected by pipette for bioassay. Ten shrimps were transferred to each vial, and sea water was added to make 1 mL. To one of these vials one sample, which was dissolved in MeOH and dropped on a disc of filter paper and dried, was added, whereas a vial containing only a filter paper disc without sample was regarded as a control. The surviving shrimps were counted in the stem of a pipette against a lightened background after 24 and 48 h. The percentage of death at each dose was calculated by the following formula: % death = number of dead shrimps / 10 × 100.
